Background: The current study was carried out to determine effects of dietary protein source and crude protein (CP) level on carcass characteristics, meat quality, and muscle amino acid (AA) profile in finishing gilts. The experiment was designed as a 2 × 2 factorial arrangement with two sources of dietary proteins (cottonseed meal, CSM vs. soybean meal, SBM) and two levels of CP (12 % vs. 14 %, as-fed basis). Seventy-two crossbred gilts (89.5 ± 0.9 kg) were allotted to one of four dietary treatments in a randomized complete block design for a period of 28 d. All diets were formulated to be isoenergetic and similar concentrations of standardized ileal digestible essential AA covering the nutrient requirements of pigs. Results: Growth, carcass characteristics and meat quality were not affected by dietary protein source nor crude protein level (P > 0.10) except that average daily feed intake was increased by CSM diets (P = 0.03). Gilts offered reduced protein diets had lower muscle pH 45min (P < 0.05). Neither dietary protein source nor crude protein level influenced N deposition. However, reduced protein diets decreased N intake, N excretion, and serum urea nitrogen content, whilst improved N efficiency (P < 0.01). CSM diets increased N intake (P = 0.04), but did not depress N efficiency. The concentrations of phenylalanine, tryptophan, cysteine and tyrosine (P < 0.05) of the longissimus muscle were decreased when gilts offered CSM diets, while muscle intracellular free valine concentration was increased (P = 0.03). The gilts offered reduced protein diets had greater intracellular concentrations of free methionine, lysine, and total AA in muscle (P < 0.05). Conclusion: These results suggest that CSM could replace SBM as a primary protein source in finishing pig diets in terms of performance, N efficiency, carcass characteristics, and meat quality, but decrease the concentrations of muscle specific AA. Furthermore, the reduced protein diet played an important role in increasing muscle intracellular concentrations of specific free amino acids (FAA), and in reducing the relative ratios of specific FAA to lysine in longissimus dorsi muscle of pig, whose biological meaning needs further studies.
Background
In modern livestock production, producers wish to reduce N excretion, whilst minimizing production costs and improving productivity [1] . Soybean meal (SBM) has been the primary protein source in swine diet. However, the increasing demand for SBM raises the price of SBM dramatically in recent years because of the global enlargement of livestock production [2] . Therefore, there has been considerable interest in reducing SBM use in the feed industry.
Cottonseed meal (CSM) is more economical than SBM and frequently used in swine diets because of its high protein content [2] . However, CSM containing gossypol, which is a phenolic aldehyde and recognized as an antinutrient factor, limits CSM use in animal diets. Gossypol damages the capabilities of digestion, reproduction, etc., in humans and monogastric animals [3] . A recent study suggested that pig performance was not hampered if the gossypol in CSM-based diets was detoxified effectively [4] . However, the effects of total replacement of SBM with CSM on carcass characteristics, meat quality, and muscle amino acid (AA) profile of pigs remain undefined.
Feeding reduced protein diets is another way to reduce the reliance on SBM and simultaneously cut down N excretion. It did not hamper pig performance when the low protein diets had been judiciously supplemented with crystalline essential amino acids (EAA) [5, 6] . However, effects of reduced protein diets on carcass characteristics, meat quality, and especially muscle AA profile have not been examined.
Therefore, the present study aimed to investigate influence of dietary protein sources (CSM vs. SBM) and crude protein (CP) levels (12 % vs. 14 %) on carcass characteristics, meat quality, and AA profile of the longissimus muscle (LM) in finishing pigs.
Methods
The experiment was carried out in accordance with the Chinese Guidelines for Animal Welfare and Experimental Protocol, and approved by the Animal Care and Use Committee of China Agricultural University.
Animals and housing
Seventy-two crossbred gilts (Duroc × Landrace × Yorkshire) with an initial body weight (BW) of 89.5 ± 0.9 kg were selected from a commercial herd. All pigs were housed in the same building with slatted floors in Fengning Experimental Farm (Fengning County, Hebei Province, China). Gilts were randomly assigned by BW to one of four dietary treatments. There were three gilts per pen and six replicate pens per treatment in a randomized complete block design. All pens were equipped with a nipple waterer and a feeder. Feed and water were offered ad libitum throughout the period of the study. A commercial diet was fed for 3 d during the acclimation period. The feeding trial was lasted for 28 d. The floor was cleaned twice every day. Average daily feed intake was registered per pen weekly. All animals were weighed at the beginning and the end of the trial.
Experimental diets
A 2 × 2 factorial arrangement with two sources of protein (SBM vs. CSM) and two levels of crude protein (12 % CP vs. 14 % CP as-fed basis) constituted the four dietary treatments (named CSM12, CSM14, SBM12, and SBM14, respectively). Cottonseed meal used in the present study was solvent-extracted degossypolized, with the residual free gossypol content at 63 mg/kg. Considering maximum supplementation of CSM in diets was 13.72 % (CSM14), the residual free gossypol content was below the maximal amount (60 mg/kg) allowed in the diet of growing-finishing pigs in China [7] . Ingredient composition and nutrient content of the experimental diets are shown in Table 1 .
Experimental diets were formulated on the calculated AA contents, which were obtained from the analyzed AA contents multiplying by the standardized ileal digestibility (SID) coefficients for the corresponding ingredients [8] . All diets were supplemented with crystalline EAA to obtain the same concentrations of SID EAA to meet NRC [8] nutrient recommendations of pigs weighting 75 to 100 kg. In brief, all diets were equal in metabolizable energy (ME) (3.30 Mcal/kg) and in the supplies of SID lysine (0.73 %), tryptophan (0.13 %), threonine (0.46 %), and sulfur-containing amino acids (SAA, 0.42 %), as well as total calcium (0.52 %) and standardized total tract digestible (STTD) phosphorus (0.21 %). The remaining of SID EAA were formulated to meet or exceed NRC [8] nutrient recommendations. Feeds were sampled and stored at 4°C for chemical analysis.
Slaughter procedure and sample harvest
At the end of the trial, gilts with the average final BW from each pen were selected, after 12 h-fasting but free access to water, these pigs were transported to a local abattoir (30 min) . After at least 4 h rest, an 8 mL of blood was sampled from each pig by vena cava puncture using a 9 mL clot activator tube (Greiner Bio-One GmbH, Kremsmunster, Austria). Serum were collected by centrifugation at 3,000 × g for 15 min within 2 h after collection and stored at −20°C until analysis. After blood sampling, the gilts were electrically stunned, exsanguinated and eviscerated according to standard commercial procedure. The carcass was split down the center of the vertebral column, on the left half of each carcass, about 5 g of LM between the ninth and 10th ribs were sampled and stored at −80°C for measurements of intramuscular fat content (IMF), AA profile, and intracellular FAA content. 
Measurement of carcass characteristics and meat quality
All the parameters were measured on the left side of each carcass, including HCW, back fat depth of the 10 th rib and the last rib back fat depth, and the LM area (LMA): LMA (cm 2 ) = loin eye height (cm) × width (cm) × 0.7 (Eq.1). Before carcass chilling, hot carcass weight (HCW) was recorded within 45 min of postmortem. Dressing percentage for an individual animal was represented as a ratio of HCW to the live weight. Subjective marbling score of LM was conducted on the cut surface at the intercostal space between the 10 th and 11 th ribs [9, 10] . A 10-piont scale (1 = devoid, 10 = abundant marbling) was applied to evaluate the subjective marbling score according to NPPC [11] guidelines.
Muscle color, including L* (lightness), a* (redness), and b* (yellowness), was measured at 24 h postmortem at the level of the last rib on a cross section of the longissimus thoracis muscle using a Minolta chromameter (CR-410, Konica minota, Tokyo, Japan) after exposing the surface to the air for 30 min at 4°C.
Drip loss and cooking loss were measured as described previously [12, 13] .
At 45 min postmortem, an incision was made on the LM at the eighth thoracic vertebra and initial muscle pH 45min was detected with a SPK pH meter (pH-star, DK2730, Herlev, Denmark). Meanwhile, the pH 24 h was measured 24 h postmortem in the chilling room.
The shear force (kg) of LM was determined as modified from that of Ciobanu et al. [14] . Loin sections were collected from carcasses after 24 h postmortem and 10 cylindrical pork core samples (10 mm diameter × 10 mm length) from each meat section, then were cut parallel to the fiber orientation using a cylindrical cutter [15] . Peak shear force was determined by using a digital-displaymuscle tenderness meter (C-LM3B, Tenovo, Harbin, China) [16] .
Chemical analysis
Feed ingredients and experimental diets were analyzed for dry matter, CP, phosphorus, and gross energy according to the procedures of the AOAC [17] . Samples were ground to pass a 1 mm screen using a lab mill before analysis. The contents of free gossypol in cottonseed meal [18] and the concentrations of AA in feed [19] were analyzed as described previously using HPLC (L-8900 AA Analyzer, Hitachi, Tokyo, Japan). For measurement of muscular AA profile, meat samples were vacuum freeze-dried and then ground in liquid nitrogen. In prior to HPLC analysis, three aliquots of the freeze-dried powder were submitted to alkaline hydrolysis, oxidation hydrolysis, and acid hydrolysis for analysis of tryptophan, SAA, and the rests of AA, respectively. The concentration of serum urea nitrogen (SUN) was assayed using a commercial kit according to the manufacturer's instruction (C013-1, NJJC, Nanjing, China). Intramuscular fat content in LM was determined by ether extraction [20] . Intracellular FAA concentration in muscle was determined with the modification from that of Li et al. [21] using UPLC-MS/ MS system (5500 QTRAP, Applied Biosystems, Life Technology, Forrest City, CA) equipped with a BEH T3 column (2.1 mm × 100 mm, 1.7 μm). Briefly, about 300 mg samples were homogenized in 500 μL water with 500 μL methanol (1:1, v:v). The homogenate was incubated at 4°C for 30 min and then centrifuged at 10,000 × g for 10 min. Supernatant was 20-fold diluted in water with acetonitrile (25:75, v:v), then the mixture was filtered through glass wool for UPLC-MS/MS determination. )] (Eq. 2) [8] . Total N intake was computed as: total feed intake × dietary crude protein content / 6.25 (Eq. 3). Total N excretion was computed as: total N intake -total Pd / 6.25 (Eq. 4). Total N deposition (Nd) was computed as: total Pd / 6.25 (Eq. 5). Total Pd was calculated using the equations:
Estimation of protein deposition, and N balance
where: D t = n daily Pd on the final day of the trial, g/d D t = 0 daily Pd on the initial day of the trial, g/d Q total Pd from the initial to the final trial day, g. Average daily N excretion or deposition was determined as total N excretion or deposition divided by trial days (28d).
Statistical analysis
All data were analyzed using the 2 × 2 factorial GLM procedure of SAS for a randomized complete block design (SAS 9.1). The model included the fixed effect of dietary protein source, protein level, associated two-way interactions and the random errors of a pen or a pig. Data were presented as the least square means and pooled SEM. The pen was used as the experimental unit for analyzing performance, total Pd, daily N deposition and excretion, and N efficiency data. Gilts were selected for slaughter and sampled individually, and therefore, the individual gilt was the experimental unit for carcass characteristics and meat quality, muscle AA profile, and SUN content. The minimum significance level considered was P < 0.05, while tendency was declared at 0.05 < P ≤ 0.10.
Results

Growth performance
Gilts offered CSM diets consumed more feed than those offered SBM diets (P = 0.03). Average daily gain tended to be greater in gilts offered CSM diets (P = 0.08). Average daily feed intake tended to increase in gilts offered reduced protein diets (P = 0.09). However, gain to feed ratio (G:F) was not altered by dietary treatments, and no interaction between dietary protein sources and levels for growth performance (P > 0.10) was observed (Table 2) .
Protein deposition and N balance
There was no effect of dietary treatments on total Pd and daily Nd (P > 0.10) ( Table 2 ). Gilts offered CSM diets had significantly greater daily N intake (P = 0.04) and N excretion (P = 0.05) than those offered SBM diet, but SUN content and N efficiency remained unchanged (P > 0.10). Daily N intake, N excretion, and SUN content were decreased in gilts offered reduced protein diets compared with those offered high protein diets (P < 0.05). N efficiency was simultaneously improved (P < 0.01). No dietary protein source × level interaction was observed on either Pd or N balance (P > 0.10).
Carcass characteristics and meat quality
Neither dietary protein sources nor CP levels altered carcass characteristics, including carcass weight, dressing percentage, back fat depth, and LMA, throughout the duration of the experiment (P > 0.10) ( Table 3 ).
Except that pH 45min of fresh pork was slightly decreased in gilts fed 12 % CP diets than that in gilts fed 14 % CP diets (P < 0.05). Meat quality indicators, including meat color, pH 24h value, shear force, drip loss, cooking loss, marbling score and IMF content were not altered by dietary protein sources nor levels (P > 0.10) ( Table 3 ). In addition, there was no interaction between dietary protein source and CP level on carcass characteristics and meat quality (P > 0.10).
Amino acid profile of longissmus dorsi muscle
Dietary protein source rather than protein level altered amino acid profile of the LM. Besides the concentrations of phenylalanine (P = 0.01), tryptophan (P = 0.01), cysteine (P = 0.05) and tyrosine (P = 0.03) in the muscle were significantly reduced by CSM diets, and the concentrations of histidine, threonine, aspartic acid, glutamine, and serine were also tended to decreased (P < 0.10). We did not observe the interaction between dietary protein source and level on amino acid profile of the LM (P > 0.10) ( Table 4 ).
In addition, the ratio of phenylalanine to lysine in the LM was significantly decreased in gilts offered CSM diets compared with those offered SBM diets (P = 0.05). Similarly, the ratio of tyrosine to lysine also tended to decrease (P = 0.06) (Additional file 1: Table S1 ).
However, the ratios of AA to lysine in the LM were not altered by dietary protein levels (P > 0.10). Similarly, except tryptophan (P = 0.03), we did not observed any interaction between dietary protein source and level on the ratios of AA to lysine (P > 0.10). Intracellular concentrations of free amino acids in longissimus dorsi muscle Gilts offered CSM diets had a greater free valine concentration in the LM compared with gilts offered SBM diets (P = 0.03) ( Table 5) . Also, the dietary protein source × level interaction for free valine concentration was observed (P < 0.01). Concentrations of free cysteine and serine also tended to increase in gilts which consumed CSM diets (P < 0.10). Additionally, the ratio of free methionine to lysine seemed to decrease in gilts offered CSM diets compared with those offered SBM diets (P = 0.06) (Additional file 2: Table S2 ). We found that reduced protein diets increased the intracellular concentrations of free lysine, methionine, SAA, and total amino acid (TAA) in the LM (P < 0.05), and tended to increase the concentrations of free leucine, glutamine, and serine (P < 0.10). However, free tryptophan concentration in the LM tended to decrease in gilts offered reduced protein diets compared with those offered high CP diets (P = 0.09) ( Table 5 ).
The ratios of free arginine, histidine, isoleucine, tryptophan, valine, alanine, glutamine, tyrosine, EAA, and TAA to free lysine were decreased in the LM in gilts offered reduced protein diets relative to gilts offered high CP diets (P < 0.05) (Additional file 2: Table S2 ).
For AA profile of the LM, we found the relative ratio of free methionine to lysine was significantly decreased by CSM diets relative to SBM diets (P = 0.05). Meanwhile, the relative ratios of FAA, including arginine, histidine, isoleucine, tryptophan, valine, alanine, and tyrosine to lysine was significantly decreased by reduced protein diets (P < 0.05) ( Table 6 ). It is interesting that the divergence order of ratios of FAA to free lysine of was subsequently cysteine > glutamate > SAA > isoleucine > leucine > threonine and methionine (Table 6 ).
Discussion
Global intensive demand for SBM leads to a rapid rising of soybean price, which aggravates the feeding cost of pigs. On the other hand, nitrogen excretion from pigs needs to be minimized due to environmental concerns. Therefore, there is a critical need to find an economical and reliable alternative for SBM without impairing the efficiency of nitrogen utilization.
Knabe et al. [22] supposed that feed intake did not differ in growing pigs fed either CSM or SBM diets, when free gossypol content in CSM was reduced to a level without affecting pig performance. The diets with ≤ 4 % reduction of CP, in which crystalline AA were added to meet EAA requirement, did not impede the performance of finishing pigs [5, [23] [24] [25] [26] [27] [28] . In this study, our data strongly supported that pig performance was not depressed when pigs were fed either CSM diets or diets with a certain reduction of CP as long as SID EAA and available energy were maintained to meet nutrition requirements of pigs. In modern livestock production, producers wish to increase N efficiency and reduce N excretion because nitrogen compounds are important contributors to greenhouse gas emissions [29] . Accumulating evidence demonstrated that reduced CP diets improved N efficiency in pigs [24, 27, 30, 31] . The results of the current study were consistent with previous studies. On the other hand, to our knowledge, very limited data are available on comparison of N balance between pigs fed CSM and SBM diets until now. We found that CSM diets did not alter body protein deposition, SUN, Nd, and N efficiency in finishing gilts, even though daily N intake was slightly increased by 5.6 %, which is consistent with a previous study [32] .
In previous studies, digestibility of CSM was found to be lower than that of SBM [2, 23, 33] , which could be due to the relative low quality and high gossypol content in CSM used in these previous studies. However, as CSM quality and gossypol content were emphasized in cotton seeds oil manufacture, for example, the CSM used in the present study provides 46.09 % CP and contains only 63 mg/kg of free gossypol based on feed weight, the difference in digestibility of AA between CSM and SBM becomes minor.
Based on our knowledge, there were very limited data comparing carcass characteristics and meat quality of pigs fed CSM and SBM diet. In this study, carcass characteristics and meat quality did not alter when CSM was used to replace SBM. Similarly, Szabo et al. [34] reported that IMF content, drip loss, and carcass pH value were not altered in pigs fed a diet replacing SBM with sunflower meal, ground peas, or fish meal. Consistently, we did not observe that the replacement of SBM by CSM in diets affect carcass characteristics and meat quality of finishing gilts.
Previous studies reported that dietary protein contents have limited effects on carcass traits and meat quality characteristics [6, 26, 35, 36] when SID EAA and energy were maintained to meet nutrition requirements in diets. In the present study, we also showed that dietary protein level did not affect carcass characteristics and meat quality, except that pH 45min of fresh pork was decreased by 5.4 % when gilts offered reduced protein diets. Additionally, it has been observed that feeding pigs a low protein diet resulted in greater back fat depth and IMF content, and more abundant in marbling in both longissimus dorsi and semimembranosus muscle [29, 35] , which was not observed in the present study. The possible reason could be due to the feed composition and the balance of AA profile. There are very limited data available on effect of dietary protein on muscle AA profile in finishing pigs. In the present study, we reported the concentrations of phenylalanine, tryptophan, cysteine and tyrosine of the LM decreased in gilts offered CSM diets. However, muscle AA profile was not altered by dietary protein level.
Furthermore, skeletal muscle is the largest reservoir of FAA in the body, which contains approximately 75 % of the entire FAA pool of the body [37, 38] . The size and composition of the FAA pool depends on several processes, including availability of circulating FAA, an increased AA circulation between skeletal muscle and other tissues resulting from AA utilization (e.g., by protein synthesis) or protein catabolism [39, 40] .
The pigs fed reduced protein diets typically decrease their circulative AA pool size than the pigs fed high protein diets [5] . It has been shown that the variation of total SAA supplies or the hypocaloric dietary treatment could affect the AA composition of muscles [41, 42] . Thus, in the current study, it is reasonable that dietary protein source altered the concentrations of LM AA, including phenylalanine, tryptophan and cysteine. On the other hand, there are very few reports regarding the nutritional effect on free AA profile of muscles. In the present study, we discovered that feeding reduced protein diets enlarged free FAA pool of the LM in pigs. We deduced that, it may be due to unbalanced AA supplies in the reduced protein diets, even though all essential AA were balanced by supplementation of crystalline AA based on the latest edition of NRC [8] , which may result in an increased protein catabolism or more intensive protein turnover in muscle beyond our detection in present study, although its biological meaning needs further exploration. We also noticed that the ratios of FAA to free lysine is subsequently cysteine > glutamate > SAA > isoleucine > leucine > threonine and methionine, which could be the limiting factors negatively affecting muscle protein synthesis and muscle hypertrophy [43] . Even though intracellular concentration of FAA in muscle is below three orders of magnitude than muscle AA concentrations, they may take an important role in muscle protein synthesis and turnover, which warrant further study. 
